Introduction 1
A large number of proteins that lack a signal sequence for entering the conventional 
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The next obvious challenge, in order to understand the mechanism of 21 unconventional protein secretion, is to identify whether there is a motif -a sequence -22 used by proteins to enter this pathway. An easy means to address this concern is to ask 23 how many other proteins are secreted by the same pathway and then to test whether 24 such proteins contain a common sequence, which when mutated affects their secretion.
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We now present data that exactly addresses this issue. We report that signal sequence 1 lacking cytoplasmic superoxide dismutase 1 (SOD1) is exported by the pathway of 2 Acb1 secretion. In addition, we reveal that SOD1 and Acb1 contain a di-acidic motif 3 that is necessary for their release from cells. The description of our findings follows. Figure 2C ). In addition, we substituted V82 to 5 alanine, which is very close to this stretch of residues and is conserved in the sequences 6 of SOD1 from yeast to human ( Figure 2C ). As shown in Figure 2D , substituting G73, which is largely conserved from yeast to human ( Figure 3A ). This motif is located just 4 at the beginning of the second α-helix in the 3D structure of human Acb1 ortholog 5 called ACBP ( Figure 3A) . We generated a strain where DE23/24 residues were 6 substituted by alanine in the genomic locus of ACB1. Using the cell wall extraction 7 procedure described above, we found that the levels of Acb1 secreted to the cell wall 8 after 2.5 hr of starvation were 42% lower in the Acb1-DE23/24AA strain compared to 9 the control strain expressing wild-type Acb1 ( Figure 3B-C) . Therefore, a di-acidic motif 10 is also required for efficient secretion of Acb1 in response to nutrient starvation. The 
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